Four nitrogenous compounds, including two new compounds methyl-4-((1-hydroxy-3-methylpentan-2-yl)amino)-3-methyl-4-oxobutanoate (1), 4-((1-acetoxy-3-methylpentan-2-yl)amino)-3-methyl-4-oxobutanoic acid (2), and two amino acid derivatives (3, 4), were isolated from the deep sea derived fungus Leptosphaeria sp. SCSIO 41005, together with a cyclohexanone derivative (5) as new natural compound and other three known compounds (6-8). Their structures were elucidated by means of comprehensive 1D, 2D NMR and HR-ESI-MS spectroscopic methods. All the compounds were evaluated for their cytotoxic and antiviral activities.
Marine-derived fungi have been evidenced as a prolific source of structurally interesting and biologically significant metabolites [1] , which play an eminent role in the discovery and development of drugs [2] . The species Leptosphaeria are a rich origin of new secondary metabolites [3] . In the course of our studies on marine fungi, four new isobenzofuranones, leptosphaerins J-M and two new isochromenones, clearanols I-J, have been obtained from the culture extract of Leptosphaeria sp. SCSIO 41005, recently [4] . Further efforts on the remaining fractions of the fungus resulted in the isolation of four nitrogenous compounds (1-4), a bicyclic compound (5) and three known non-nitrogenous compounds (6) (7) (8) .
The EtOAc extract prepared from rice static fermentation produced by Leptosphaeria sp. SCSIO 41005 was subjected repeatedly to column chromatography on silica gel, Sephadex LH-20 and preparative HPLC to afford compounds 1-8, including two previously undescribed compounds, methyl-4-((1-hydroxy-3-methylpentan-2-yl)amino)-3-methyl-4-oxobutanoate (1) and 4-((1-acetoxy-3-methylpentan-2-yl)amino)-3-methyl-4-oxobutanoic acid (2), and three new natural compounds, (S)-methyl-2-acetamido-3-phenylpropanoate (3) [5] , ethyl methyl-L-phenylalaninate (4) [6] , (3aS,4R,7aR)-3a,4,7a-trimethylhexahydrobenzofuran-2,6-dione (5) [7] , as well as three known compounds, ergosterol (6) [8] , ergosterol peroxide (7) [9] and uracil (8) [10] , structures of which were elucidated by physicochemical properties and spectral data analysis, as well as comparison with those reported in the literature. 13 C NMR and DEPT spectra gave 12 carbon signals, ascribed to four methyls, three methylenes, three methines and two carbonyls. The HMBC correlations of 1 from H 3 -8 to C-6 and C-7, from H 2 -7 to C-5, C-6 and C-9, from H-6 to C-5, C-9 and C-10, from H-5 to C-6, C-7, C-9, and C-10, and from H 2 -10 to C-5 and C-6, suggested the fragment CH 3 -8/CH 2 -7/CH-6/CH-5/CH 2 -10 whilst CH 3 -9 anchored Figure  2 ). Taking the molecular formula and the above NMR analysis into consideration, the two carbonyls consumed the only two degrees of unsaturation, which revealed other carbons were saturated and there was no ring in the structure of 1. Besides, the HMBC spectrum showed correlations from C-4 to H 2 -2, H-3 and H-5, which suggested the above mentioned two fragments were conjugated by an amide bond at C-4 between C-3 and C-5. Thus, the planer structure of 1 was determined as shown in Figure 1 . Though many times have tried for developing single crystals, no quality one was produced. Thus, the absolute configuration of 1 was not ascertained. [M−H] − (calcd 272.1498). Its 1 H and 13 C NMR spectroscopic data resembled those of 1, except for the presence of one carboxyl group (C-1), and one acetyl group attached to C-10, instead of the corresponding methyl acetate (C-1), and hydroxyl group located at C-10 in 1, which was substantiated by key HMBC correlation from H 2 -10 to the carbonyl carbon of the acetoxy group. Therefore, the planer structure of 2 was established as shown in Figure 1 with undetermined stereochemistry for obtaining no quality single crystal.
Compounds 3-5 were identified as (S)-methyl-2-acetamido-3-phenylpropanoate (3) [5] , ethyl methyl-L-phenylalaninate (4) [6] , (3aS,4R,7aR)-3a,4,7a-trimethylhexahydrobenzofuran-2,6-dione (5) [7] by comprehensive NMR and HR-ESI-MS spectroscopic methods. These three compounds have been reported as synthetic or intermediate products without any bioactive data [5] [6] [7] , and now discovered as new natural products.
All of the obtained compounds were tested for their cytotoxicity against K562, MCF-7 and SGC7901 cell lines, and antiviral activities towards H3N2, EV71 and HIV viruses, according to previously reported protocols [4] . However, no of them exhibited significant activity (IC 50 > 100 μM) in those assays.
Experimental
General: Optical rotation, Perkin Elmer MPC 500 polarimeter; UV, Shimadzu UV-2600 PC spectrometer; IR, Affinity-1 spectrometer, NMR, Bruker Avance 700 MHz NMR spectrometer; HR-and LR-ESI-MS, Bruker miXis TOF-QII mass spectrometer; TLC, on plates precoated with silica gel GF254 (10-40 μm); CC, silica gel (200-300 mesh) (Qingdao Marine Chemical Factory, China), and Sephadex LH-20 (Amersham Biosciences, Sweden). Semipreparative HPLC was performed using an ODS column (YMC, 10 × 250 mm, 5 μm, 2.5 mL/min).
Fungal Materials:
The fungus Leptosphaeria sp. SCSIO 41005 was isolated from a deep-sea sediment sample, which was identified as Leptosphaeria sp. by analysis of its ITS region of the rDNA as described in our previous research [4] .
Fermentation, Extraction and Isolation:
The procedures were the same as previously reported [4] . The crude extract (180.0 g) was repeatedly purified by silica gel, ODS, Sephadex LH-20 columns, and HPLC to offer compounds 1 (38.0 mg), 2 (14. 
Cytotoxic and Antiviral Assays:
The cytotoxic and antiviral activities were evaluated using previously reported methods [4] . Taxol was used as positive control in cytotoxic test against K562, MCF-7 and SGC7901, with IC 50 values of 3.67, 7.56, and 3.41 nM, respectively, while positive controls oseltamivir, ribavirin and abacavir for anti-H3N2, anti-EV71 and anti-HIV assays, with IC 50 values of 36.8 nM, 0.60 μM, and 0.80 μM, respectively. 1-hydroxy-3-methylpentan-2-yl) 1-acetoxy-3-methylpentan-2-yl) Supplementary data: HR-ESI-MS, UV, IR, 1D and 2D NMR spectra of 1 and 2, together with physicochemical data of 3−8.
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